Supplementary information

Profiling and Structural Characterization of High
Neu5Gc or Sulfate-containing O-glycans from
Hyla Rabbit Intestinal Mucin

Qianyun Fu !, Guoyun Li '?*, Chen Wang !, Ya Wang !, Qinying Li ?, Jiejie Hao '?, Guangli
Yu 12

1 Key Laboratory of Marine Drugs, Ministry of Education, Shandong Provincial Key Laboratory of
Glycoscience and Glycotechnology, School of Medicine and Pharmacy, Ocean University of China,
Qingdao 266003, China; fqy15764210034@163.com (Q.F.); wangchen echo@163.com (C.W.);
yawangouc@163.com (Y.W.); liginying2010@163.com (Q.L.); 2009haojie@ouc.edu.cn (J.H.);

glyu@ouc.edu.cn (G.Y.).

2 Laboratory for Marine Drugs and Bioproducts, Qingdao National Laboratory for Marine Science
and Technology, Qingdao 266003, China; liguoyun@ouc.edu.cn (G.L.); 2009hacjie@ouc.edu.cn (J.H.);

glyu@ouc.edu.cn (G.Y.).

* Correspondence: liguoyun@ouc.edu.cn; Tel.: +86-532-8203 1615

Received: date; Accepted: date; Published: date


mailto:fqy15764210034@163.com
mailto:wangchen_echo@163.com
mailto:yawangouc@163.com
mailto:liqinying2010@163.com
mailto:2009haojie@ouc.edu.cn
mailto:glyu@ouc.edu.cn
mailto:liguoyun@ouc.edu.cn
mailto:2009haojie@ouc.edu.cn
mailto:glyu@ouc.edu.cn
mailto:liguoyun@ouc.edu.cn

Table S1. Monosaccharide composition of four fractions purified on a QFF column

Monosaccharide composition (molar ratio)

Fraction
Man GIcNAc GalNAc GlcA  GalA Glc Gal Rha Fuc
RIF4 ND* 13.91 3.43 030 036 1.00 390 0.32 0.89
RIF6 ND* 69.88 52.40 270 ND* 1.00 4286 ND* 6.58
RIF8 ND* 2.50 5.42 0.82 ND* 1.00 ND* ND* ND*
RIF10  22.49 2.78 174.08 64.08 ND* 1.00 549 032 ND*

*"ND”: Not detected.



Table S2. O-glycan structures assigned by ESI-CID-MS/MS in RIF6 and comparison with other species.

m/z Proposed Structures Core Relative Human  Chickens Pigs Mice Fishes
type Abundance(% s
)
Neutral O-glycans

4251712 GleNAcB1-3GalNAcol Core 3 10.42 V V x Xl l
530.2014-  Fucal-2Galp1-3GalNAcol Core 1 4.60 x x v v x
587.2213  GalB1-4GlcNAcB1-3GalNAcol Core 3 4.30 * ol V * v
733.2773-  Fucal-2Galp1-4GlcNAcB1-3GalNAcol Core 3 6.15 * * Xl * *

Sulfate-containging O-glycans
464.1010-  (SOs)4Galp1-3GalNAcol Core 1 7.30 x \/ x x x
667.1766-  Galp1-4(SO3)6GlcNAcB1-3GalNAcol Core 3 43.19 V * * * x
708.2025"  (SO3)GlcNAcB1-6(GlcNAcB1-3)GalNAcol Core 4 0.55 x x v x x
747.1322-  (SO5)Galf1-4(SOs)6GlcNAcB1-3GalNAcol Core 3 0.52 x x x x x
813.2323-  (SOs)GalNAcal-3(Fucal-2)GalB1-3GalNAcol Core 1 2.39 * * 3 * x
Fucal-2GalB1-4(SO5)GIcNAcB1-3GalN Acol Core 3 V * Xl * x
870.2523-  Gal31-4(SO3-)GIcNAcB1-6(GleNAcp1-3)GalNAcol Core 4 0.61 x * * * x
975.2650-  Fucal-2GalB1-4(SOx)GIcNAcB1-6(Galp1-3)GalN Acol Core 2 * * \ \ x
Galp1-4(SOs)GlcNAcB1-6(Fucal-2Galp1-3)GalNAcol Core 2 1.54 * * \ * x
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GlcNAcp1-3[Fucal-2GalB1-4(SOs)GlcNAcB1-6]GalNAcol Core 4
(503)Galp1-4GlcNAcB1-6(GalB1-3GlcNAcpB1-3)GalN Acol Core 4
(505)4Galp1-4(Fucal-3)GIcNAcP1-6(Fucal-2Galp1- Core 2
3)GalNAcol
(SO5)Galp1-4GlcNAcB1-6(Fucal-2GalB1-3GIcNAcB1- Core 4
3)GalNAcol

0.80
0.20
0.18

0.41

Neu5Gc-containing O-glycans

Neu5Gcea2-3Galol peeling
Neu5Gcea2-6GalNAcol STn
Galp1-3(Neu5Gea2-6)GalNAcol Core 1
GIcNACcB1-3(NeubGea2-6)GalNAcol Core 3
Neu5Gca2-8Neu5Gea2-6GalNAcol STn
Fucal-2Galp1-3(Neu5Gea2-6)GalNAcol Core 1
Neu5Gcea2-3GalB1-3(GlcNAcpB1-6)GalNAcol Core 2
GalNAcB1-3(Fucal-2)GalB1-3(NeubGea2-6)GalNAcol Core 1
Fucal-2Galp1-4GlcNAcB1-3(Neu5Gea2-6)GalNAcol Core 3
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NeubAc-containing O-Glycans

Galp1-3(Neub5Aca2-6)GalNAcol Core 1
NeubAca2-3GalB1-3GalNAcol Core 1
GIcNACcB1-3(NeubAca2-6)GalNAcol Core 3
NeubAca2-3Galp1-3(GlcNAcB1-6)GalNAcol Core 2

Mixed acid glycans

0.27
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0.30

X
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958.2672  NeubAca2-3Galp1-4(SOs)GIcNAcB1-3GalNAcol Core 3 0.34 * x x
974.2620-  Neub5Gca2-3Galp31-4(SOs)GlcNAcB1-3GalNAcol Core 3 4.53 x x Xl
982.3572-  NeubAca2-3Galp1-3(NeuGea2-6)GalNAcol Core 1 0.17 x x x

*” means the presence of isomers, " means the structures were detected, ‘x’ means the structures were not detected.
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Figure S1. HPLC Chromatogram for sialic acid standards solution (Neub5Ac, Neu5Gc) and

sample (RIF6).
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Figure S2. ESI-CID-MS/MS spectra of the remaining O-glycans from RIF6.
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Figure S3. Total ion chromatogram of assigned O-glycan structures of RIF6.



